reports in the literature on PPARβ/δ and inflammation have focused on the roles of its agonists. Activation of PPARβ/δ inhibits TNFα-induced expression of adhesion molecules and leukocyte adhesion to umbilical vein endothelial cells [12, 13] . However, few studies have been done using the specific antagonist of PPARβ/δ, GSK0660, which also has inverse agonist effects when used alone [14] . We have previously shown GSK0660 to be antiangiogenic in the context of oxygen-induced retinopathy [15] . As inflammation, as well as angiogenesis, is an important component of DR, we chose to examine the effect of GSK0660 on TNFα-induced inflammation. In this study, we used RNA-sequencing (RNA-seq) to determine the effect of GSK0660 on TNFα-induced inflammation in human retinal microvascular endothelial cells (HRMECs). RNA-seq has advantages over microarrays in that it is more sensitive, has a broader dynamic range, and allows for the identification of novel transcripts [16] .
METHODS

Culture of human retinal endothelial cells and RNA isolation:
Primary HRMECs were purchased from Cell Systems (Kirkland, WA) and grown in an endothelial basal medium (Lonza; Walkersville, MD) with 10% fetal bovine serum (FBS) and endothelial growth supplements (EGM SingleQuots; Lonza). Cultures were kept in a humidified cell culture incubator at 37 °C with 5% CO 2 . Cells were plated in six-well dishes coated with attachment factor (Cell Signaling; Danvers, MA) and grown to 70% subconfluency. The medium was changed to 2% FBS with one of the following treatment schemes: a vehicle (0.1% DMSO) for 24 h then a vehicle for 4 h, a vehicle for 24 h then 1 ng/ml TNFα (Sigma-Aldrich; St. Louis, MO) + a vehicle for 4 h, or 10 µM GSK0660 (Tocris; Minneapolis, MN) for 24 h followed by TNFα + GSK0660 for 4 h. The work area was cleaned using RNaseZap® (Life Technologies; Grand Island, NY) and then total RNA was isolated from cell lysates using an RNeasy kit (Qiagen; Valencia, CA) according to the manufacturer's directions.
Library preparation and RNA-sequencing: RNA samples were submitted to the Vanderbilt VANTAGE core for RNA-seq. RNA quality was determined using the 2100 Bioanalyzer (Agilent Technologies; Santa Clara, CA). The RNA integrity number (RIN) of each sample was 10. Libraries were prepared using the TruSeq RNA Sample Prep Kit (Illumina; San Diego, CA) to enrich for poly(A)-containing mRNA and generate cDNA. Library quality was also confirmed using the 2100 Bioanalyzer. The libraries were sequenced using a 50 bp single read protocol on the Illumina HiSeq 2500 (Illumina). Sequence data were deposited at the NCBI Short Read Archive under the accession number SRP053124.
Sequence alignment and differential expression: Sequence alignment and differential expression were performed by the Vanderbilt VANGARD core. TopHat v2.0.9 was used to align sequences to the UCSC human reference genome hg19 using default parameters [17] . Raw counts of mapped reads were generated and then used by the MultiRankSeq program, which utilizes the edgeR algorithm to determine differential expression [18] . Comparisons were made between vehicle-and TNFα-treated HRMECs, as well as between TNFα-treated HRMECs and TNFα-treated HRMECs with GSK0660. Transcripts were considered significant with an adjusted p value of <0.05. The list was further reduced to transcripts with a fold change greater than or equal to 2. The Euler diagram was generated using the R package utility, VennDiagram [19] .
Gene ontology and pathway analysis:
The lists of differentially expressed genes were submitted to the Database for Annotation, Visualization and Integrated Discovery (DAVID) v6.7 for gene ontology (GO) and pathway analysis [20, 21] . GO was determined using the GOTERM_BP_FAT data set, which includes the lower levels of the biologic process ontology. GO terms were considered enriched with an EASE score of <0.05. Pathway enrichment was determined using the Kyoto Encyclopedia of Genes and Genomes (KEGG) Pathway annotation. Pathways were considered enriched with an EASE score of <0.05.
qRT-PCR validation: RNA was reverse transcribed to cDNA using the High-Capacity cDNA Archive Kit (Applied Biosystems; Carlsbad, CA) according to the manufacturer's directions. Quantitative real-time PCR (qRT-PCR) was performed by amplification of the gene of interest (ANGPTL4, CCL8, NOV, CXCL10, or PDPK1) versus β-actin using gene-specific TaqMan Gene Expression Assays (Applied Biosystems). Data were analyzed using the comparative Ct method and Ct values were normalized to β-actin levels. Statistical significance was determined using the statistical software JMP (SAS Institute; Cary, NC) and an ANOVA with a student's t post-hoc analysis. Data were considered significant at p<0.05.
RESULTS
RNA-seq quality and alignment:
To determine the effect of GSK0660 on the TNFα-dependent gene expression in HRMECs, we treated HRMECs with a vehicle, TNFα plus a vehicle, or TNFα plus GSK0660 and performed a transcriptomic analysis using RNA-seq with three samples per treatment. The total number of reads ranged between 28,275,640 and 33,252,277, which covered 32,009 different transcripts (Appendix 1). There was no difference in the total number of reads across the nine samples (ANOVA, p = 0.07). On average, 96.5% of the reads mapped to the UCSC human genome hg19 and between 311 and 1,084 reads were removed due to low quality.
Differential expression:
The differential expression of transcripts was determined using the MultiRankSeq program, which determines the differential expression from raw read counts using the edgeR algorithm. Comparisons were made between the TNFα-and vehicle-treated cells, as well as between the TNFα-and TNFα plus GSK0660-treated cells. Transcripts were considered significant with an adjusted p value of <0.05 and a fold change of at least 2.0. Using these parameters, 1,830 transcripts were differentially expressed in the TNFα-treated cells compared to vehicle-treated cells. TNFα plus GSK0660 treatment altered the expression of 273 transcripts compared to TNFα alone ( Table 1) .
Effect of TNFα on HRMECs:
Stimulation of HRMECs with TNFα resulted in large changes to the gene expression (Appendix 2), with the top 10 upregulated and downregulated transcripts of protein-coding genes summarized in Table 2 . Notably, TNFα increased the expressions of CCL5, CX3CL1, and CXCL10, all of which play roles in leukocyte recruitment. Additionally, TNFα increased its own transcription. Differential expression was determined using edgeR and transcripts were considered significantly changed with adjusted p<0.05 and fold change of at least 2.0. To determine the function of the transcripts differentially expressed by TNFα, we used the DAVID tool for functional annotation. In terms of gene ontology, 344 GO biologic pathway terms were significantly enriched, with the top 20 summarized in Figure 1 . Significant terms included immune response, response to wounding, and inflammatory response. Another common theme included terms for regulating endothelial behavior, such as regulation of cell proliferation, vasculature development, cell adhesion, and chemotaxis.
To annotate further the transcripts, we used the KEGG database to determine enriched pathways. The pathways most highly enriched included the cytokine-cytokine receptor interaction, chemokine signaling pathway, and Jak-STAT signaling pathway (Figure 2) . Additional pathways through which TNFα may affect HRMECs included calcium signaling, Toll-like receptor signaling, hedgehog signaling, and the complement cascade.
The effect of GSK0660 on TNFα-treated HRMEC:
The effect of GSK0660 on the TNFα-regulated gene expression in HRMECs was determined; the top upregulated and downregulated protein-coding transcripts are summarized in Table  3 , while the full data set can be found in Appendix 3. Among those most highly downregulated by GSK0660 in TNFα-treated cells, CCL8 is of interest due to its role in leukocyte recruitment. Also of note, GSK0660 prevented the TNFα-induced downregulation of FAM151A, MUC20, STOX2, and ARL14. These four transcripts were among those most highly downregulated by TNFα compared to the vehicle. Additionally, GSK0660 affected the transcription of one (CXCL10) of the top 10 genes upregulated by TNFα.
GO revealed 33 GO terms that were significantly enriched. Similar to TNFα treatment alone, TNFα treatment plus GSK0660 affected the regulation of cell proliferation and response to wounding (Figure 3 ). The terms also included reproduction, integrin-mediated signaling pathway, regulation of complement activation, and cell recognition. There was only one KEGG pathway enriched: the cytokine-cytokine receptor interaction (p = 0.01).
Of the 273 genes differentially expressed by TNFα co-treatment with GSK0660, 91 were also differentially expressed by treatment with TNFα compared to the vehicle (Figure 4) . GSK0660 exacerbated the TNFα-induced upregulation of eight genes (ATP2C2, GATA6, GCKR, LIF, SEMA3A, SERPINB2, TNFRSF18, and TSLP) and TNFα-induced the qRT-PCR validation: For validation of the RNA-seq, we confirmed the expressions of ANGPTL4, CCL8, NOV, CXCL10, and PDPK1 by qRT-PCR. ANGPTL4 is a wellknown PPARβ/δ target and is known to be downregulated by GSK0660. CCL8 and CXCL10 are chemokines and their TNFα-induced expressions were blocked by GSK0660 in Transcript fold change and adjusted p value were determined using the edgeR algorithm. the RNA-seq. NOV was upregulated by GSK0660 in TNFα-treated HRMECs, but not by TNFα alone in the RNA-seq. In HRMECs, the TNFα increased the expressions of ANGPTL4, CCL8, and CXCL10, but it had no effect on NOV. GSK0660 reduced the expressions of ANGPTL4, CCL8, and CXCL10 in TNFα-treated cells and increased the expression of NOV. The The fold change for RNA-seq was determined by the edgeR algorithm, while the fold change for qRT-PCR was determined by the comparative Ct method and it is relative to the β-actin expression levels. All fold changes are relative to HRMECs treated with the vehicle alone. Error bars indicate standard deviation for three samples in each group. *p = 0.0003, **p<0.0001.
PDPK1 expression was not affected by either treatment using RNA-seq or RT-PCR ( Figure 5 ). Taken together, these data confirm gene expression changes seen in RNA-seq.
DISCUSSION
Using RNA-seq, this study confirms further the effect TNFα has on HRMECs, as well as the role the PPARβ/δ inverse agonist GSK0660 plays in TNFα-induced inflammation. Using RNA-seq over microarray allows for greater sensitivity and a broader range of fold changes. Additionally, the data generated by the RNA-seq can be probed for the discovery of novel transcripts or can be queried in the future after novel transcripts have been characterized. In our study, TNFα had an effect on several signaling pathways including the Jak-STAT pathway, Toll-like receptor pathway, and the complement cascade, replicating findings in other cell types [22] [23] [24] . TNFα also differentially expressed several genes involved in cytokine-cytokine signaling and chemokine signaling, suggesting the role of TNFα in retinal inflammation. Further evidence suggests this role may be tied to retinal leukostasis, as TNFα induced the upregulation of several leukocyte adhesion genes, such as VCAM1, ICAM1, and SELE, the gene encoding E-selectin. Besides adhesion protein genes, TNFα also upregulated several leukocyte-recruiting genes, including CCL8, CXCL10, CX3CL1, and CCL5. Taken together, these data suggest a role for TNFα-induced inflammation in retinal endothelial cells that is likely to contribute to leukostasis.
PPARβ/δ has only recently been studied in inflammation, with most work suggesting that PPARβ/δ agonism is anti-inflammatory. According to the studies published, the activation of PPARβ/δ prevented TNFα-induced inflammation in adipocytes, human umbilical vein endothelial cells, and proximal tubular cells [12, 13, 25, 26] . In addition, PPARβ/δ agonists have been shown to be protective against inflammation in both hyperoxia-induced lung injuries and spinal cord injuries in rodents [27, 28] . There has been little work done, however, on the PPARβ/δ antagonist and inverse agonist GSK0660, and those studies typically co-administer it with the agonist. Studies that have used GSK0660 by itself have showed its role thus far in reversing ginseng-enhanced cardiac contractility, worsening spinal cord injury in diabetic rats, reducing retinal vascular permeability, and inhibiting psoriasis-like skin disease [29] [30] [31] [32] . As well, our laboratory has shown that GSK0660 inhibits retinal endothelial cell proliferation and oxygen-induced retinopathy [15] . While the anti-angiogenic properties of GSK0660 make it a possible therapeutic for DR, it was not known whether GSK0660 would exacerbate or protect against inflammation, another component of this disease.
The RNA-seq analysis revealed GSK0660 differentially regulated several transcripts in TNFα-treated HRMECs. These transcripts have possible diverse roles in cell proliferation, wound response, cell recognition, and calcium ion-dependent exocytosis. Importantly, the only pathway significantly enriched was the cytokine-cytokine receptor interaction. This finding becomes even more significant when the list of transcripts is limited to those both differentially expressed by TNFα compared to the vehicle and by TNFα plus GSK0660 treatment compared to TNFα treatment alone. GSK0660 prevents the TNFα-induced upregulation of CCL8, CCL17, and CXCL10. CCL8, which is also known as MCP-2, CCL17, and CXCL10 are chemokines that attract and activate leukocytes. Interestingly, these data suggest a possible role for GSK0660 in the prevention of TNFα-induced leukostasis, particularly related to chemokine recruitment. This result is unexpected, as the agonists of PPARβ/δ have been shown to inhibit TNFα-induced cell adhesion through the inhibition of the VCAM1 and ICAM1 expressions [12, 13] . These results suggest that PPARβ/δ may have a contradictory effect on TNFα-induced leukostasis in that its activation inhibits cell adhesion through inhibition of the adhesion molecule expression, while the inhibition of PPARβ/δ prevents leukocyte recruitment.
TNFα is a potent inflammatory factor in HRMECs, with a role in leukocyte recruitment and adhesion to the vascular endothelium. Our RNA-seq revealed a novel role for GSK0660 in the regulation of the TNFα-dependent expression of cytokines known to be involved in leukostasis. GSK0660 may block some of the TNFα-dependent changes in expressions that facilitate leukocyte recruitment. Future studies will be aimed at investigating GSK0660 in this context.
APPENDIX 1. SUMMARY OF READS MAPPING
TO THE HUMAN GENOME (UCSC HG19) USING TOPHAT V2.0.9.
To access these data, click or select the words "Appendix 1." Total reads for 3 samples each of vehicle, TNFα, and TNFα + GSK0660 treated HRMEC were generated using RNA-seq and then mapped to the human genome UCSC hg19.
APPENDIX 2. TRANSCRIPTS DIFFERENTIALLY REGULATED BY TNFΑ TREATMENT IN HRMEC.
To access these data, click or select the words "Appendix 2." Transcript fold change and adjusted p value were determined using the edgeR algorithm and were considered to be significant with the adjusted p value <0.05 and a fold change ≥2.
APPENDIX 3. TRANSCRIPTS DIFFERENTIALLY REGULATED BY CO-TREATMENT OF GSK0660 AND TNFΑ TREATMENT IN HRMEC COMPARED TO TNFΑ TREATMENT ALONE.
To access these data, click or select the words "Appendix 3." Transcript fold change and adjusted p value were determined using the edgeR algorithm and were considered to be significant with the adjusted p value <0.05 and a fold change ≥2.
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